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MICROPL A TES wmr H pftfyrrrr 
OPTICAL CROSS-TAI k RiTT^p^ iffYUifi 

Field of thP fnvf ntiftn 

5 The present invention relates generally to microplates, and more specifically to 

microplates that prevent optical cross-talk between wells when used to assay samples. 

Background of rh P TMVfntiTTn 

Assays of chemical reactions, utilizing techniques such as, for example, scintillation 
10 countmg, luminometry, fluorimetry and kinetics measurements, are carried out on a large scale in 
both mdustry and academia. As a result, it is desirable to have an apparatus that allows such 
assays to be performed in a convenient and inexpensive fashion. 

Because they are relatively easy to handle and low in cost, microplates are commonly 
used for performing assays of chemical reactions. Microplates typically consist of a plurality of 
15 mdividual wells. An aliquot of a sample to be assayed is p,aced in each well. The wells are 
usually arranged in relatively close proximity in a matrix pattern. Common sizes for microplates 
include matrices having dimensions of 4x6 (24 wells) or 8x12 (96 wells), although larger 
microplates are also used that may include matrices of hundreds or even thousands of wells 
Mtcroplates are preferably arranged to allow each *unp, e to be assayed independently of the 
20 other samples. 

In certain assay methods frequently performed in wells ( e g , ct Km U amiacxmce) , 
chemtcal action is measured py fc emission of ^ ^ ^ ^ ^ ^ 
as fluonme^y, visible , igh , is ^ whtll . ^ js ^ ^ 

"^o„ to c^ce me chemical reaction. Whc.f.rfonn^assay^in^^ 

n.™o f vi siW .u g h, lhmft esa nv ,e,^ cross . wknay _^ eCT 

wells. Optical cmss-talk is an utterference „ signal measurement ^ resulB ^ 

the emission of pho«o„s of visible ligh, ben-een we,ls. Thus. the result measured from , 

* should be nun,™** because i, negatively unpacts the ability to assay satnples MMimlly 

■here exts, relatively few rnicn.plates designed .0 signify Mm ^ tffect „ ^ ' 

th^^l 26 ^ ^ lat ^ cross * ta Il £ between the wells of a microplate, certain regions of 

■he wells such as the sidewalls should be formed from materia, tha, does no, aliow .he 
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L u „v. However since light measurements are typically 

penneable bottom P s» ^ ^ p[ovided „ 

b«ween adjacent wens, d* ^ ^ ^ ^ ^ m 

^ive tape between adjacent welis, the lower sur. 

u onT i^ n f black lines positioned beneath the areas wncrc m 
, adhesive tapehavtng a gnd of b»ck hn " d ,„ ^ opticlll OTS ,u. k by 

^ «. exchange ofhght between adjace ^ ^ 

likelv to be used, the adhesive may not be sulricienuy aur lm ,: n ii S 

H-N. 5 3.M3.-— •«-• ^ — a.so^udesanopao.neupperp.a.e^ 
Patent No. The upper and lower plates have 

microolate. The opaque material in- es a oca 

plate^ight transmission between adjacent wells through the bottom plate is not completely 

tied togeOter and sonicaHy bonded result m a comparative,, e,pens.v= manufacn^ 

„ """u is an object of the present .nvention to provide an Unproved mic^late for use in 
assaying samples and an improved method for manufacturing micoplates. 
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Summnrr ?f th? invention 

in one illustrate embodiment of the invention, a microplate is provided that comprises a 
p lur ality of wells including at least first and second wells, a layer of light permeable material that 
forms a bottom of at least the first and second wells, and at least one rib of light impermeable 
; serial extending entirely through the layer of light permeable material, the at least one nb 
being disposed between the first and second wells to prevent light from passing between the first 
and second wells through the light permeable material. 

in another illustrative embodiment of the invention, a microplate is provided that 
comprises a frame including a plurality of wells, a light permeable plate forming a bottom of 
0 each of the plurality of wells, and means for preventing light from passing between adjacent ones 
of the plurality of wells through the light permeable plate. 

In a further illustrative embodiment of the invention, a microplate is provided that 
comprises a plurality of wells including at least first and second wells having hght impermeable 
sidewalls. a layer of light permeable matenal that forms a bottom of each of the first and second 
, 5 wells, the layer of light permeable material having a thickness, and at least one rib of hght 
impermeable material extending through greater than 75'/. of the thickness of the layer of hght 
permeable material, the at least one rib being disposed between the first and second wells. 

In another illustrative embodiment of the invention, a microplate is provided that 
comprises a plurality of wells including at least first and second wells, the first and second wells 
,0 each having light impermeable sidewalls and a light permeab.e bottom, and at least one nb of 
light impermeable material disposed between the bottoms of the first and second wells so that 
any plane passing through the bottom of the first well and the bottom of the second well 

intersects the at least one rib. 

In a further illustrative embodiment of the invention, a method is provided for making a 
25 microplate having a plurality of wells, each of the plurality of wells having light impermeable 
sidewalls and a light permeable bottom wall. The method comprises the steps of: (A) msertmg a 
plate of light permeable material into a mold cavity that includes sections shaped to form the 
sidewalls of the plurality of wells, the plate being positioned adjacent the sections shaped to form 
the sidewalls of the plurality of wells in a location corresponding to the bottom walls of the 
30 pluralitv of wells; (B) injecting molten light impermeable material into the mold cavity; and (C) 
cooling the light impermeable material to form the microplate with the light impermeable 
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material forming the sidewalls of each of the plurality of wells and the plate of light permeable 
material forming the bottom wall of each of the plurality of wells. 

These and other objects and features of the present invention win be better understood 
and appreciated from the following detailed description of several illustrative embodiments of 
5 the invention and the accompanying drawings. 

Brief Descriptiftn ftf the f*r m j m 
Fig. 1 is a top view of a microplate in accordance with the present invention; 
Fig. 2 is a fragmentary cross-sectional view of the microplate of Fig. 1 taken' along the 
section line 2-2 in Fig. 1; 

1 0 Fig. 3 is a bottom view of the microplate of Figs. 1 -2; 

Fig. 4 is a top view of a light ^rmeable plate that is inserted into a mold during molding 
of the microplate of the present invention and forms the bottom of each microplate well; 

Fig. 5 is a cross-sectional view of the plate of Fig. 4 taken along the section line 5-5 in 

Fig. 4; 

•5 Fig. 6 is a fragmentary cross-sectional view of the mold and mold cavity in which the 

microplate of the present invention is formed; 

Fig. 7 is a fragmentary cross-sectional view similar to Fig. 6, but showing the plate of 
Figs. 4-5 positioned in the mold cavity; and 

Fig. 8 is a partial cross-sectional view of an alternate embodiment of the microplate of the 
20 present invention. 

Detailed n-^rjptjftn fff t he Inv^ t^n 
An illustrative microplate 10 in accordance with the present invention is shown in Figs 
1-3, with Fig. 1 being a top view, Fig. 2 a cross-sectional view along line 2-2 of Fig 1 and Fig 3 
a bottom view. The microplate 10 includes an array of wells 12, each of which may receive an 

25 aliquot of a sample to be assayed. In the embodiment shown, the microplate includes ninety-six 
wells arranged in a grid having a plurality of rows and columns. However, the present invention 
is not limited to this arrangement. The present invention can be implemented in any type of 
rmcroplate arrangement, including all established industry standards (e.g., six, twenty-four forty- 
e.ght, ninety-six, or more wells), and is not limited to any specific number of wells or any 

30 specific plate dimensions. 

Eachwel!incliKi« ia topriml7,sidewalbl6(Fig.2) a „ ( | a boltom20(Fig 3) n, etop 
" " "* SideWa " S 16 " *» ■ "-P—M. — W. and fc bonom 20 fton, a 
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light permeable material. As seen from the top view of Fig. 1, the microplate includes a frame 
14 that supports the wells 12. Frame 14 includes outer walls 15 and a top planar surface 13 
extending between the outer walls and the wells 12. In the embodiment shown, the frame is 
rectangular in shape. However, it should be understood that the frame 14 can be provided in any 
5 number of other geometrical shapes (e.g., triangular or square) depending on the desired 
arrangement of the wells 12. Support walls 18 connect the sidewalls 16 of adjacent wells, as 
shown in Figs. 1-2, In the illustrative embodiment shown, the wells 12 have circular cross- 
sections in a plane parallel to the planar surface 13. However, the invention is not limited in this 
respect, and it should be understood that wells 12 may be provided in a number of alternate 

10 configurations having different cross-sectional shapes, e.g., rectangles, squares and triangles. 

In one embodiment of the invention, the outer wall 15 that defines the outer periphery of 
the frame 14 extends below the bottoms 20 of the wells. As shown in Fig. 2, the outer wall 1 5 
has a bottom edge 2 1 that extends below the bottom 20 of the wells, so that when placed on a 
support surface, the microplate is supported by the bottom edges 21 with the well bottoms 20 

15 being raised above the support surface to protect them from damage. In the configuration show, 
in Figs. 1 -3, each outer wall 1 5 also has a rim 1 9 to accommodate the skirt of a microplate cover 
(not shown); 

The bottoms 20 of the microplate wells 12 are formed from a single baseplate 24 of light 
permeable material. The baseplate 24 may be rectangular, scalloped along the outer edges as 

20 shown in Fig. 4 to conform to the arrangement of the array of wells, or any other shape that is 
suitable for establishing the bottom 20 of each well. 

The microplate 10 is provided with a plurality of ribs 22 (Figs. 2-3) that are formed from 
a light impermeable material. Each of the ribs 22 is contiguous with the sidewalls of the 
plurality of wells, is formed of the same light impermeable material, and extends entirely through 

25 the baseplate 24. In the embodiment shown in Figs. 1-3, the ribs 22 are oriented in a grid 

arrangement with some of the ribs 22a extending in rows parallel to the length of the microplate, 
and others 22b extending in columns perpendicular to the length of the microplate. The ribs 
separate the baseplate 24 of light permeable material into separate compartments, with one well 
bottom 20 being enclosed in each compartment. Thus, light transmission from one well to 

30 another through the light permeable baseplate 24 is effectively prevented. As a result, optical 
cross-talk is limited to the minimal amount of light that passes through the light impermeable 
ribs. 
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In the embodiment shown in Fig. 3, the ribs are formed in the grid partem because this 
arrangement is simple and economical to manufacture. However, it should be understood that 
the present invention is not limited to any particular rib arrangement, and that other arrangements 
can also be used. The present invention can employ any arrangement wherein adjacent well 
5 bottoms are separated by light impermeable ribs that extend through the layer of light permeable 
material to interfere with the transmission of visible light from one well bottom to another. 

Although the ribs preferably pass entirely through the thickness of the light permeable 
layer that forms the well bottoms, other embodiments of the invention can be employed wherein 
the ribs extend only substantially through the thickness of that layer. In this respect, performance 
10 improvements over the prior art are achieved so long as the light impermeable ribs extend 
through greater than 75% of the thickness of the light permeable layer, thereby blocking a 
substantial amount of the optical cross-talk that would otherwise occur between adjacent wells. 

As discussed above, the microplate 10 of the present invention is comprised of at least 
two materials. The baseplate 24 that forms the well bottoms 20 is made of a light permeable 
15 material. As used herein, the term light permeable is intended to identify a material that allows 
visible light to pass through with a reduction in intensity of not more than approximately 1 .0%. 
Examples of light permeable materials suitable for use in the present invention include clear 
polystyrene, polyacrylonitrile, polycarbonate, polyolefin, polyester, polymethylpentene. and 
acrylic materials. 

20 The remainder of the microplate, including frame 1 4, top well rims 1 7, well sidewalls 1 6, 

support walls 18, and ribs 22, is made of a light impermeable material. As used herein, light 
impermeable denotes a material that allows no more than approximately 0.1% visible light 
transmission therethrough. In one embodiment of the invention, the light impermeable material 
reflects visible light and has a high albedo. Such a material may be formed by adding solid 
25 pigments that reflect light (e.g., titanium dioxide, zinc oxide, zinc sulfide and thiophene) to any 
of the plastic materials discussed above as being appropriate for forming the light permeable 
layer. Alternatively, a material that absorbs visible light can be selected for use as the light 
impermeable material, and can be formed by adding a solid pigment that absorbs light (e.g., 
carbon black) to any of the plastic materials listed above. 
30 The microplate of the present invention can be made using any of a number of standard 

molding techniques, e.g., injection molding, extrusion, calendering and injection compression. 
Thus, the light impermeable and light permeable materials used in forming the microplate of the 
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present invention are preferably moldable plastic materials, i.e., plastics that may be used with 
standard molding techniques. As used herein, the term plastic material denotes a material 
comprising a polymerization product incorporating repeating monomer units. In one 
embodiment of the invention, the specific plastics used are selected to be compatible with the 

5 particular assay method in which the microplate will be used. For example, the light permeable 
and impermeable materials can each be selected to be non-reactive or impervious with the 
components of the samples to be assayed. Similarly, the materials can be selected to be 
impervious to radiation or heating conditions to which the microplate is exposed during the 
course of an assay method. 

10 A method of forming a microplate in accordance with the present invention is described 

making reference to Figs. 5-7. Initially, the baseplate 24 of light permeable material is formed 
using a standard molding technique, such as any of the ones listed above. As discussed above, 
the baseplate 24 may take any of a variety of geometrical shapes. In the cross-sectional view 
shown in Fig. 5, the rectangular baseplate 24 is illustrated as having a planar platform 30 and a 

15 plurality of nubs 28 extending therefrom. The purpose of the nubs is discussed below. 

In molding the remainder of the microplate, a two-piece mold can be used having a well- 
mold piece 38 and a rib-mold piece 40 as shown in Fig. 6. The baseplate 24 that will ultimately 
form the well bottoms 20 is inserted into the cavity 50 of the rib-mold piece 40 shown in Fig. 7. 
The well-mold piece 38 is then mated with the rib-mold piece 40, enclosing the baseplate 24 

20 therebetween. The two mold pieces form a chamber 54 that has a shape that conforms to the 
final shape of the microplate 10. The rib-mold piece 40 includes channels 56 that define the 
regions where the ribs 22 will be fc ^d. Similarly, the portion of the chambr. ^4 defined by 
the well-mold piece 38 includes sections that define the shape of the frame 14, well sidewalls 16, 
support walls 1 8 and the remaining portions of the microplate that are disposed on the opposite 

25 side of the baseplate 24 from the ribs 22. It should be understood that alternate arrangements of 
the rib-mold and well-mold pieces can also be employed that would also enable the formation of 
the microplate having the desired configuration. 

The baseplate 24 is positioned in the mold cavity 54, in a location corresponding to the 
bottom walls of the wells, with nubs 28 extending away from the rib-mold piece 40 and toward 

30 the well-mold piece 38. Baseplate 24 is positioned so that one of the nubs 28 is disposed at each 
row/column intersection of channels 56, which correspond to locations where the rows and 
columns of ribs 22 will intersect. The baseplate 24 separates the mold cavity 54 into multiple 
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chambers, with one for each of the channels 56 that define the ribs 22, and one for the section of 
the mold cavity defined by the well-mold piece 38. The light impermeable material is then 
injected in a molten state at high pressure and high temperature into the chamber 54 through an 
injection port 48 in the well-mold piece 38. The mold cavity 54 does not provide any path for 

5 the molten material to pass from the sections of the cavity formed by the well-mold piece 38 into 
the channels 56, except through the baseplate 24. Upon injection into the chamber 54, the 
molten light impermeable material fills the channels 56 in the rib-mold piece 40 by preferentially 
melting only through the sections of the baseplate 24 adjacent the channels. This preferential 
melting occurs because the remainder of the baseplate directly contacts the cool steel of the rib- 

10 mold piece 40, and therefore withstands the high temperature of the molten material without 
melting. 

In the regions where the molten light impermeable material melts through the light 
permeable material of the baseplate, a unitary structure composed of the two materials is formed. 
However, the discrete molded regions of material are maintained, producing the above-described 
,5 microplate having a frame and wells with sidewalls made of the light impermeable material, and 
well bottoms made of a light permeable material having the impermeable ribs extending 
therethrough. This molding technique creates a strong bond between the dissimilar materials that 
prevents these materials from peeling apart during use. 

Upon cooling, the molten material contracts by approximately .05 percent, while the light 
20 permeable baseplate does not contract. This contraction has the potential to result in warpage of 
the finished product, as well as separation of the two materials. However, the nubs 28 provide a 
mechanical interlock that essentially prevents warpage from occurring. Nubs 28 compensate for 
warping by providing areas of stress relief during the molding process that allow for changes in 
the volume of the molten material due to thermal contraction. Thus, the microplate 10 is 
25 substantially free from any warping. The nubs further assist in ensuring a strong bond between 
the two materials. Although some portion of «ach nub 28 may melt during the molding process, 
at least some of each nub 28 should remain intact and extend into the impermeable material so 
that when the molten material cools, the bond is strengthened and the baseplate 24 will not 
separate from the remainder of the microplate. 
30 The specific temperature and pressure under which the molten impermeable material is 

injected into the mold varies depending upon the particular material used. The temperature 
should be sufficiently high so that it exceeds the melting point of both the light impermeable 
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u e cwnlate24 Furthermore, the injection pressure 
should be suffer, to flow *e rmpermeab, • — - J6 „ ^ 

5 pressure should not be so high , re the ribs ^ to be formed, resulting in unusable 

r^r^--^— ---------- 

ranges for the exemplary materials discussed above. 

420-450 1200 - 150 ° 
polystyrene 1200-1500 

420-450 

polyolefm ^ 54o 1200 . 1600 

polyacrylonitrile 1200-1600 
acrylic ^ 1200 . 1800 

polyester ^ 1400 . 2000 

polycarbonate ^ 1200-1600 

polymethylpentene 

u „„ the above-described method of forming a microplate, 
nbs 22 describee aoo , , A Fiff « is a partial cross-sectional v ie w of a 

B my melted through the I-** ««- dijMrted ^ moUen maKnal> 

which forms a nb 22 between wells 1 12aand 12bi s„,Tse,from<he sections that 

^".T ^^^ g h l heeo lire5 ec, i o„o f ,eba S ep,a l ee^ i „ g be I wee„ 1 he 

30 ^'^^stsfo, UoP-betweenadjacentwells 

wells. Therefore, no path exists g 2Q of 

baseplate 24. Furthermore, the Ugh. .mpermeable nb 22 dtspos 
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wells 12a and 12b so that any plane passing through the bottom of the both wells intersects rib 
22. Thus, there is no sight line between the bottoms of wells 12a and 12b, and rib 22 prevents 
any light from passing between the adjacent wells through the light permeable baseplate. 

As should be appreciated from the foregoing, both embodiments of the microplate of the 

5 present invention (shown in Figs. 2 and 8) are effective in preventing optical cross-talk between 
adjacent wells. It should be understood that microplates may be formed that combine these two 
configurations, with the light impermeable material melting entirely through the baseplate 24 in 
some areas and distorting the baseplate in others. Thus, in one embodiment of the invention, a 
microplate is provided that combines these two configurations, each of which is effective in 

10 preventing optical cross-talk. 

Having thus described several illustrative embodiments of the present invention, various 
alterations, modifications and improvements may occur to those skilled in the art. Such 
alterations, modifications and improvements are intended to be within the spirit and scope of the 
invention. Accordingly, the foregoing description is by way of example only and is not limiting. 

15 The invention is limited only by the appended claims and their equivalents. 
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1 • A microplate for use in assaying samples, comprising: 
a plurality of wells including at least first and second wells; 

a layer of light permeable material that forms a bottom of each of the first and second 
wells; and 

at least one rib of light impermeable material extending entirely through the layer of Hght 
permeable material, the at least one rib being disposed between the first and second wells to 
prevent light from passing between the first and second wells through the light permeable 
material. 



10 



2. The microplate according to claim 1, wherein the first and second wells each 
includes light impermeable sidewalls. 

3. The microplate according to claim 2, wherein the at least one rib is contiguous 
1 5 with the sidewalls of the first and second wells. 



4. The microplate according to claim 3, wherein the layer of light permeable 
material, the plurality of wells and the at least one rib are molded together. 



20 



25 



5. The microplate according to claim 2, wherein the sidewalls and the at least one rib 
are formed from a same light impermeable material. 

6. The microplate according to claim 1 , wherein: 

the layer of light permeable material forms a bottom of each of the plurality of wells- 
the at least one rib includes a plurality of ribs of light impermeable material each 

extends,, entirely through the layer of light permeable material; and 

the plurality of ribs separates the .aver of light permeable material into a P l uralitv of 

compartments with each of the plurality of compartments mcluding the bottom of a single one of 

the plurality of wells. 



30 
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7. The microplate according to claim 6, wherein each of the plurality of wells 
includes light impermeable sidewalls, and wherein each of the plurality of ribs is contiguous with 
the sidewalls of each of the plurality of wells. 



5 8. The microplate according to claim 7, wherein the layer of light permeable 

material, the plurality of wells and the at least one rib are molded together. 

9. The microplate according to claim 6, wherein each of the plurality of wells 
includes sidewalls formed from the light impermeable material. 

10 

1 0. The microplate according to claim 6, wherein the layer of light permeable 
material, the plurality of wells and the at least one rib are molded together. 

1 1 . The microplate accordin ; 10 claim 1 , wherein: 

1 5 the layer of light permeable mate ia: ibrms a bottom of each of the plurality of wells; 

the at least one rib includes a plurality of ribs extending entirely through the layer of light 
permeable material; 

the plurality of wells is arranged in a grid having a plurality of columns and rows; and 
the plurality of ribs is arranged in a grid including a plurality of columns and rows so that 
20 at least one of the plurality of ribs is disposed between the bottoms of each pair of wells that 
share a common row, and at least one of the plurality of ribs is disposed between the bottoms of 
each pair of wells that share a common column. 

12. The microplate according to claim 1 1, wherein the grid of ribs separates the layer 
25 of light permeable material into a plurality of compartments with each of the plurality of 

compartments including the bottom of a single one of the plurality of wells. 

1 3 . The microplate according to claim I , wherein the light permeable material is 
selected from the group consisting of polystyrene, polyacrylonitrile, polycarbonate, polyolefin, 

30 polyester, polymethylpentene, and acrylic. 
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14. The m.croplate according to claim 1, wherein the light impermeable material 

indUde a material selected from the group consisting of polystyrene, polyacrylomtrile, 
polycarbonate, polyolefm, polyester, polymethylpentene, and acryhc; and 

zinc sulfide, carbon black and thiopene. 

,5 The microplate accordmg to daim I, wherein the layer oHightpenneable 
material, the plurality of wells and the a. leas, on. rib are molded together. 

,6 Thcm.aopla.eaccording.oc.aiml.wh^inAelayerofUgh.penneaWe 
materia, ha, a ■owe. surface, and wherein the a, .eas, o M rib of Ugh, impermeable matenal 
ex «ds outwaxdly from the lower surface of the layer of light permeable matenal. 

17. A microplate for use in assaying samples, comprising: 
a frame including a plurality of wells; 

a,ight P ern^b,epl..efo™ingabo«omofea=hof«heplurali V ofwells;and 

through the light permeable plate. 

,8. The microplate according to claim 17, wherein each of the plurality of wells 
mcludes light impermeable sidewalls. 

„ The microplate according to claim 17, wherein the means for preventing light 
ftom passing bemeen adjacent ones of the plurality of wells through the light pemeable plate 

plate. 

20 The microplate according to claim 1 9, wherein the plurality of ribs separates the 

30 lightpe^eablepl^ 

including the bottom of a single one of the plurality of wells. 



20 



25 



BNSDOCID: <WO 9712678A1> 



10 



PCT/US96/15821 

WO 97/12678 

-14- 

21 The microplate according to claim 19, wherein each of the plurality of wells 
includes light impermeable stalls, and wherein each of the plurality of ribs is contiguous with 
the sidewalls of each of the plurality of wells. 

22. The microplate according to claim 19, wherein the plurality of wells and the 
plurality of ribs are formed from a same light impermeable material. 

23 . The microplate according to claim 20, wherein the light permeable plate, the 
frame and the plurality of ribs are molded together. 

24. The microplate according to claim 17, wherein the light permeable plate and the 
frame are molded together. 

25 A microplate for use in assaying samples, comprising: 
a plurality of wells including at least first and second wells having light impermeable 

sidewalls; , 
a ,ayer of light permeable material that forms a bottom of each of the first and second 
wells, the layer of light permeable material having a thickness; and 

at least one rib of light impermeable material extending through greater than 75 A of the 
20 thickness of the layer of light permeable matenal, the at least one rib being disposed between the 
first and second wells. 

26. The microplate according to claim 25, wherein the at least one rib extends from 
and is contiguous with the sidewalls of the first and second wells. 

25 

27 The microplate according to claim 25, wherein: 

the layer of light permeable material forms a bottom of each of the plurality of wells; 
the at least one rib includes a plurality of ribs of light impermeable material each 
extending through greater than 75'Zo of the tttckness of the layer of light permeable material: and 
30 the plurality of ribs separates the layer of light permeable material into a plurahty of 

compartments with each of the plurality of compartments including the bottom of a single one of 
the plurality of wells. 
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28. A method of making a micropiate having a plurality of wells, each of the plurality 
of wells having light impermeable sidewalls and a light permeable bottom wall, the method 
comprising the steps of: 

(A) inserting a plate of light permeable material into a mold cavity that includes 
sections shaped to form the sidewalls of the plurality of wells, the plate being positioned 
adjacent the sections shaped to form the sidewalls of the plurality of wells in a location 
corresponding to the bottom walls of the plurality of wells; 

(B) injecting molten light impermeable material into the mold cavity; and 

(C) cooling the light impermeable material to form the micropiate with the light 
impermeable material forming the sidewalls of each of the plurality of wells and the plate 
of light permeable material forming the bottom wall of each of the plurality of wells. 

29. The method of making a micropiate as recited in claim 28, wherein step (B) 
include, * step of injecting the molten light impermeable material into the mold cavity at a 

15 temperate and pressure sufficient to cause the light impermeable material to penetrate at least 
partially through the plate of light permeable material. 

30. The method of making a micropiate as recited in claim 28, wherein step (B) 
includes a step of injecting the molten light impermeable material into the mold cavity at a 
temperature and pressure sufficient to cause the light impermeable to penetrate completely 
through the plate of light permeable material at predetermined locations. 

31. The method of making a micropiate as recited in claim 30, wherein: 
step (A) includes a step of inserting the plate of light permeable material into the mold 

cav,ty so that the plate separates the mold cavity into first and second chambers, the mold cavity 
provtdmg no path for the molten light impen.eab.e materia, to pass between the first and second 
chambers other than through the plate of light permeable material. 

32. The method of making a micropiate as recited in claim 30, wherein: 
step (A) includes steps of inserting into the mold cavity a plate of light permeable 

material that has surface irregularities at the predetermined locations along a first surface, and 
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Ihe firsl surface of the plafc facing fta, chamber; a„ d 

«ep (B, includes a s,ep of injecting fc ra „ llen , ighl impOTMb|e 
chamber of the mold cavity. 



33. The method of making a microplate as recited in claim 30, wherein- 
step (A) includes inserting the plate of light permeable material into a mold cavity having 
an mner surface for receiving the plate, the inner surface includmg channels corresponding to th 

10 Impermeable material at the predetermined locations. 

34. The method of making a microplate as recited in claim 30, wherein step (A) 
includes steps of: 



15 



20 



25 



molding the plate of light permeable material; and 

inserting the molded p, ate 0 f , ight irnpermeable ^ ^ ^ ^ ^ 

35. The method of making a microplate as recited in claim 30, wherein step (A) 
.ncludesastepofinserting into the mold cavity a p.ate of light permeable materia, that has 
surface irregularities at the predetermined locations. 



36. The method of making a microplate as recited in claim 35, wherein- 

step (A) includes a step of inserting the plate of light permeable materia, into a mold 

orrespondmgtothepredetermined Nations so that the inner surface of the mo.d cav Itv does 
not contact the p,ate of , ight permea51e materia] at ^ » 



37. The method of making a micropiate as recited m claim 35, wherein- 

cavity s rrz!; des a step r inserting the p,ate ° f ~ — - — 

so * at ^ surface irregulanties on ^ p]ate Qf ijght penneabie ^ 
30 the channels m the inner surface of the moid cavity. 
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38. The method of making a microplate as recited in claim 36, wherein: 

step (A) includes a step of inserting the plate of light permeable material into the mold 
cavity so that the plate separates the mold cavity into first and second chambers, the mold cavity 
providing no path for the molten light impermeable material to pass between the first and second 
5 chambers other than through the plate of light permeable material. 

39. The method of making a microplate as recited in claim 38, wherein: 

step (A) includes steps of inserting the plate of light permeable material into the mold 
cavity so that the surface irregularities face the first chamber; and 
10 step (B) includes a step of injecting the molten light impermeable material into the first 

chamber of the mold cavity. 



40. The method of making a microplate as recited in claim 30, wherein: 

step (A) includes a step of inserting the plate of light permeable material into a mold 

cavity having a surface for receiving the plate, the surface including channels corresponding to 

the predetermined locations so that the inner surface of the mold cavity does not contact the plate 

of light permeable material at the predetermined locations; and 

step (B) includes a step of injecting the molten light impermeable material into the mold 

cavity so that the molten material fills the channels in the mold cavity surface. 



15 



20 



41. The method of making a microplate as recited in claim 40, wherein: 

step (A) includes a step of inserting the plate of light permeable material into a mold 
cavity wherein the channels on the inner surface of the mold include at least one channel 
disposed between sections of the mold shaped to form the sidewalls of adjacent wells, so that the 
25 molten material that fills the at least one channel forms a rib disposed between the first and 
second wells to prevent light from passing therebetween through the plate of light permeable 
material. 

42. The method of making a microplate as recited in claim 40, wherein: 
step (A) includes a step of inserting the plate of light permeable material into a mold 

cavity wherein the channels on the inner surface of the mold are disposed between sections of the 
mold shaped to form the sidewalls of adjacent wells, so that the molten material that fills the 
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channels forms a plurality of ribs that separates the layer of light permeable material into a 
plurality of compartments with each of the plurality of compartments including the bottom of a 
single one of the plurality of wells. 

43 The method of making a microplate as recited in claim 40, wherein: 
step (B) includes a step of injecting a light impermeable material that includes a plastic 
selected from the group consisting of polystyrene, polyacrylonitn.e, polycarbonate, po.yolefin, 
polyester, polymethylpentene, and acrylic, and at least one pigment selected from the group 
consisting of titanium dioxide, zinc oxide, zinc sulfide, carbon black and thiophene. 

44 The method of making a microplate as recited in elaim 43, wheretn: 

step (A) includes a step of inserting a platt of a light permeable material se!ec.ed from the 
group consisting of poly*****, polyacrylontaile, polycarbonate, polyolefn. polyester, 
polymethylpentene, and acrylic. 

15 

45 A microplate for use in assaying samples, comprising: 

a plurality of wells including at least first and second wells, the first and second wells 
each having light impermeable sidewalls and a light permeable bottom; and 

at least one rib of light impermeable materia, disposed between the bottoms of the first 
20 and second wells so that any plane passing through the bottom of the first well and the bottom of 
the second well intersects the at least one rib. 

46. The microplate according to claim 45. wherein the at least one rib is contiguous 
with the sidewalls of the first and second wells. 
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47 The microplate according to claim 46, wherein the light permeable bottoms of the 
first and second wells, the sidewalls of the first and second wells, and the at .east one rib are 
molded together. 

48 . The microplate according to Cairn 45, wherein: 

the light permeable bottoms of the first and second wells are formed from sections of a 
single light permeable plate; and 
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a section of the light permeable plate extending between the bottoms of the first and 
second wells is offset from the sections of the plate that form the bottoms of the first and second 
wells so that no plane passing through the bottoms of the first and second wells passes through 
the entire section of the plate extending between the bottoms of the first and second wells. 

5 

49. The microplate according to claim 45, wherein the sidewalls of the first and 
second wells and the at least one rib are formed from a same light impermeable material. 

50. The microplate according to claim 45, wherein: 

10 a light permeable plate forms a bottom of each of the plurality of wells; 

the at least one rib includes a plurality of ribs of light impermeable material, each one of 
the plurality of ribs being disposed between the bottoms of a pair of adjacent wells so that any 
plane passing through the bottoms of both of the pair of adjacent wells intersects the one of the 
plurality of ribs; and 

15 the plurality of ribs separates the light permeable plate into a plurality of compartments 

with each of the plurality of compartments including the bottom of a single one of the plurality 
of wells. 

51. The microplate according to claim 50, wherein each of the plurality of ribs is 
20 contiguous with the sidewalls of each of the plurality of wells. 

52. The microplate according to claim 5 1 , wherein the light permeable plate, the 
plurality of wells and the at least one rib are molded together. 
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53 The microplate according to claim 50, wherein each of the plurality of wells 
includes sidewalls formed from the light impermeable material. 

54. The microplate according to claim 50, wherein the light permeable plate, the 
plurality of wells and the at least one rib are molded together. 

55. The microplate according to claim 45, wherein the light permeable bottoms of the 
first and second wells are formed from a material selected from the group consisting of 
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polystyrene, polyacrylonitrile, polycarbonate, polyolefm, polyester, polymethylpentene, and 
acrylic. 

56. The microplate according to claim 45, wherein the light impermeable material 
5 includes: 

a material selected from the group consisting of polystyrene, polyacrylonitrile, 
polycarbonate, polyolefm, polyester, polymethylpentene, and acrylic; and 

at least one pigment selected from the group consisting of titanium dioxide, zinc oxide, 
zinc sulfide, carbon black and thiophene. 

10 
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